JC17Rec'dPCWro 2 0 JUN 2001 



FORM PTO 1390 



(REV 10-2000) 

TRANSMITTAL LETTER TO THE UNITED STATES 
DESIGNATED/ELECTED OFFICE (DO/EO/US) 
CONCERNING A FILING UNDER 35 U.S.C. 371 



U S DEPARTMENT OF COMMERCE PATENT AND TRADEMARK OFFICE 



ATTORNEY'S DOCKET NUMBER 

27430.102 



U.S. AP] 



WCJpSIONI^O (If known, see 37 CFR 1 5) 



INTERNATIONAL APPLICATION NO. 
PCT/JPOO/07342 



INTERNATIONAL FILING DATES 
20 October 2000 



PRIORITY DATE CLAIMED 
20 Oc:tober 1999 



TITLE OF INVENTION 



GENE DETECTING CHIP, DETECTION APPARATUS AND DETECTION METHOD 



APPLICANT(S) FOR DO/EO/US Shigeori TAKENAKA et al. 



Applicant herewith submits to the United States Designated/Elected Office (DO/EO/US) the following items and other information: 

1. [x] This is a FIRST submission of items concerning a filing under 35 U.S.C. 371. 

2. This is a SECOND or SUBSEQUENT submission of items concerning a filing under 35 U.S.C. 371. 

3. \^ This is an express request to promptly begin national examination procedures (35 U.S.C. 371 (f)). 

4. The US has been elected by the expiration of 19 months from the priority date (PCT Article 31). 

5. A copy of the hitemational AppHcation as filed (35 U.S.C. 371 (c)(2)) 

a. is attached hereto (required only if not communicated by the hitemational Bureau). 

b. [x] has been communicated by the International Bureau. 

c. is not required, as the application was filed in the United States Receiving Office (RO/US). 

6. [x] An English language translation of the International Application as filed (35 U.S.C. 371 (c)(2)). 

7. [x] Amendments to the claims of the hitemational Application under PCT Article 19 (35 U.S.C. 371 (c)(3)) 

a. [~| are attached hereto (required only if not conununicated by the hitemational Bureau). 

b. have been communicated by the International Bureau. 

c. have not been made; however, the time limit for making such amendments has NOT expired. 

d. I X [ have not been made and will not be made. 

8. Q An EngUsh language translation of the amendments to the claims under PCT Article 19 (35 U.S.C. 371 (c)(3)). 

9. An oath or declaration of the inventor(s) (35 U.S.C. 371 (c)(4)). 

10 I I An English language translation of the annexes to the International Prehminary Examination Report under PCT 
■ I— J Article 36 (35 U.S.C. 371 (c)(5)). 
Items 11 to 16 below concern document(s) or information included: 

1 1 . Q An Information Disclosure Statement under 37 CFR 1 .97 and 1 .98. 

12. Q An assignment document for recording. A separate cover sheet in comphance with 37 CFR 3.28 & 3.31 is included. 

13. A FIRST preliminary amendment. 
I [ A SECOND or SUBSEQUENT preliminary amendment 

14. [ [ A substitute specification. 

15. [ I A change of power of attomey and/or address letter. 

16. Other items or information: 



JCiee^'dPGT/PTO 2 OM 201 



us APPlQ^T^ 1^ ^^^^^^ ^ ^ 



17. The following fees are submitted: 

BASIC NATIONAL FEE (37 CFR 1.492 (a) (1) - (5)): 

□ Neither international preliminary examination fee (37 CFR 1.482) nor international 
search fee (37 CFR 1 .445(a)(2)) paid to USPTO 

and International Search Report not prepared by the EPO or JPO $1000.00 

S International prehminary examination fee (37 CFR 1.482) not paid to 
USPTO but International Search Report prepared by the EPO or JPO $860.00 

International preliminary examination fee (37 CFR 1.482) not paid to USPTO but 

international search fee (37 CFR 1.445(a)(2)) paid to USPTO $710.00 

International preliminary examination fee paid to USPTO (37 CFR 1.482) 

but all claims did not satisfy provisions of PCT Article 33(1 )-(4) $690.00 

International prehminary examination fee paid to USPTO (37 CFR 1.482) 
and all claims satisfied provisions of PCT Article 33(l)-(4) $100.00 

ENTER APPROPRIATE BASIC FEE AMOUNT = 

Surcharge of $ 130.00 for furnishing the oath or declaration later than 
X 20 I 1 30 months firom the earliest claimed priority date (37 CFR 1 .492 (e)). 



INTERNATIONAL APPLICATION NO 

PCT/JPOO/07342 



□ 
□ 
□ 



ATTORNEY'S DOCKET NUMBER 

27430.102 



CALCULATIONS pto use only 



860.00 



130.00 



CLAIMS 



NUMBER FILED NUMBER EXTRA 



RATE 



Total claims 



32 -20 = 



12 



18.00 



216.00 



Independent claims 



-3 = 



80.00 



MULTIPLE DEPENDENT CLAIM(s) (if applicable) 



X 270.00 



□ 



TOTAL OF ABOVE CALCULATIONS = 

Applicant claims small entity status. See 37 CFR 1.27. The fees indicated above 
are rduced by Vi. 



SUBTOTAL = 



1,206.00 



Processing fee of $ 130.00 for furnishing the Enghsh translation later than 
I [20 I [30 months from the earliest claimed priority date (37 CFR 1 .492 (f)). + 



TOTAL NATIONAL FEE = 



1,206.00 



Fee for recording the enclosed assignment (37 CFR 1.21 (h)). Assignment 
must be accompanied by appropriate cover sheet (37 CFR 3.28, 3.31) 
( per property). 



TOTAL FEES ENCLOSED = 



1,206.00 



Amount to be 
Refunded: 



Charged: 



to cover the above fees is enclosed. 



a. Q A check in the amount of $ 

b. \x\ Please charge my Deposit Account No. 50-0740 in the amount of $ I.^Q^-OQ 

to cover the above fees. A duplicate copy of this sheet is enclosed. 



X 



The Commissioner is hereby authorized to charge any additional fees which may be required or credit 
any overpayment to my Deposit Account No. SO^Ol^O ^ duplicate copy of this sheet is enclosed. 

NOTE: Where an appropriate time limit under 37 CFR 1.494 or 1.495 h?»^ofbeen met, a petition to revive 
(37 CFR 1.137 (a) or (b)) must be filed and granted to restore the appU^d8)|^Den<^ status. 

SEND ALL CORRESPONDENCE TO: 



Paul J. BERMAN 

Covington & Burling 

1201 Pennsylvania Avenue, NW 

Washington, D.G. 20004 . . 



SraNATUp: 1 


NAME: 


Paul J. BERMAN 




36,744 



REGISTRATION NUMBER 



The pro did not receive the following 
listed itemCs) — 



09/868576 



JC18Rec'dPCT/PT0 2 0 JUN 2001 



DE SCRIPTIO N 



GENE DETECTING CHIP, DETECTION APPAR?VTUS, AND 



DETECTION METHOD 



TECHNICAL FIELD 



This invention relates to a gene detecting chip, 
detection apparatus;, and detection method capable of 
detecting and analyzing genetic abnormalities such as DNA 
single base substitution SNP {single nucleotide 
polymorphism: variety in human genetic code), plural base 
substitution, point mutation, and genetic loss, etc, as 
well as addition of base sequences in genes- 



Single base substitution SNP refers to a single base 
change in the base sequence in human DNA said to occur 
once in from 1000 bp to 2000 bp- It is estimated that 
adult humans, whether healthy or sick, have from 100,000 
to several million SNPs. 

Plural base substitution refers to a change in a 
number of bases in the base sequence of a gene. 

Point mutation refers to a single-base change in the 
base sequence in. an already known gene. It is by this 



BACKGROUND ART 



that functional anomalies in translated protein are seen, 
and [this] sometimes becomes a cause of disease. 

Gene translocation refers to the partial reversal of 
the order in a base sequence, which sometimes becomes a 
cause of disease. 

Gene loss refers to a partial deficiency in a base 
sequence, which sometimes becomes a cause of disease. 

Gene amplification refers to the multiplication of a 
portion of a base sequence, which sometimes becomes a 
cause of disease. 

Triplet repeat refers to three base pairs repeating 
and growing, which sometimes becomes a cause of disease. 

Means for detecting and analyzing differences in the 
base sequences in genetic DNA include DNA sequencing 
(base sequence determination method), the PCR-SSCP 
(polymerase chain reaction - single stranded 
polymorphism) method, the allele-specif ic hybridization 
method, the DNA chip method, and etc. 

In DNA sequencing, there is the Maxam-Gilbert method 
and the Sanger (dideoxy) method, with the latter being 
principally used today. After amplifying the region of 
the human gene to be analyzed by the PGR (polymerase 
chain reaction) method, sequencing is performed using 
either the primer used in the PGR method or a primer set 
inside the amplified DNA, and the nucleotide sequence 
inside that region is determined. 



with the PCR-SSCP (polymerase chain reaction - 
single stranded polymorphism) method;^ after using the PGR 
method to amplify the region of the human gene to be 
analyzed; this is made into single strand by thermal 
denaturation, and, by perfoirming electrophoresis thereon 
in a non-denaturing polyacrylamide gel, a two-dimensional 
structure is formed (by intramolecular hydrogen bonds) in 
each strand of the two-strand DNA amplified by the PGR 
method. Because the two-dimensional structures will 
differ due to differences in the sequences, single base 
substitution SNPs and point mutations and the like are 
detected by differences in electrophoretic distance. 

With the allele-specif ic hybridization method, 
oligonucleotide probes or PGR products of 20 bases or so 
are immobilized to a region of a membrane (nylon filter) , 
and after amplifying the region to be analyzed by the 
PGR method, this sample DNA is labeled with the 
radioactive isotope 32P and hybridized. By adjusting the 
hybridization conditions such as temperature and the like 
at this time, SNPs and point mutations are detected by 
differences in the strength of the radioactive isotope. 

With the DNA chip method, although in principle this 
is roughly the same as the allele-specif ic hybridization 
method, the oligonucleotide probes or PGR products for 20 
bases or so are aligned in a stationary phase (on a 
substrate) , and there the fluorescence labeled sample DNA 



is hybridized. By adjusting the hybridization conditions 
such as temperature and the like, the SNPs and the like 
in human genes are detected by differences in the 
intensity of fluorescence. 

In the case of hybridization in the allele-specif ic 
hybridization method, because DNA is labeled with a 
radioactive isotope, the enormous cost involved in 
handling and controlling the radioactive isotopes becomes 
a problem. In the case of the DNA chip method, when 
labeling is done with a fluorescent radical, fluorescence 
is not incorporated into the DNA with adequate frequency 
due to the large molecular structure of the fluorescent 
radical, wherefore the fluorescent strength of the 
fluorescence labeled probe is not high, and other 
problems are encountered, namely fluorescence fading and 
the fluorescence exhibited by the glass or other platform 
(background fluorescence) . 

In order to resolve problems as these, as methods 
for detecting DNA hybrid formation and detecting two- 
strand DNA that are simple but exhibit outstanding 
sensitivity, methods have been disclosed wherewith the 
probe DNA is fixed to an electrode, that probe DNA is 
caused to react with sample DNA, two-strand DNA is 
detected in the presence of an intercalator, and the 
detection of the hybrid formation is performed 
electrochemically(cf. Japanese Patent Application Laid- 



Open No. H9-288080/1997 (published) and Dai 57 kai 
bunseki kagaku toronkai yokoshu [57th analytical 
chemistry debate manuscript collection] r pp 137 and 138, 
1996) . 

However, the number of gene single base substitution 
SNPs and gene mutations and the like are enormous. In 
the case of humans, for example, in order to produce a 
single base substitution SNP map with a 15 KB density 
(resolution), at least 2 million single base substitution 
SNPs must be identified. The number of gene mutations 
involved in known diseases is also extremely large. It 
is virtually impossible, realistically, to 
comprehensively analyze single base substitutions and 
point mutations with the conventional methods. 

An object of the present invention is to resolve the 
problems with the prior art noted in the foregoing. To 
that end, the present invention provides a gene 
identification apparatus capable of detecting and 
analyzing large volumes of genes, for a plurality of 
sample DNA, that is, a gene identification apparatus 
capable of high throughput (fast and high volume) 
processing, and also capable of performing high- 
sensitivity detection and analysis. In fine^ the present 
invention seeks to realize a high-volume, high- 
sensitivity gene detection and analysis apparatus that is 
based on the principle of electrochemically performing 



two-strand DNA detection and hybrid formation detection 
described in Japanese Patent Application Laid-Open No. 
H9-288080/1997 (published) . 

The present invention also seeks to realize a gene 
detection method, detection apparatus, and detecting chip 
that, in actual operations involving detection and the 
like, feature ease of handling and good workability. 

DTSCT.OSUR K OF THE INVENTION 

The present invention provides a gene detecting chip 
characterized in that the chip has a plurality of pin 
electrodes that are measurement poles, in that a voltage 
is applied between the pin electrodes and a common 
electrode that is a counter electrode to the pin 
electrodes, and in that it is capable of detecting 
electric currents. 

With the present invention, because a plurality of 
pin electrodes arranged in an array is used, a large 
/volume of genes can be analyzed simultaneously. 

There are also advantages in that genes can be 
immobilized to the pin tip parts and side surface parts, 
and that the area for immobilization can be made large. 

There is another advantage in that, compared to 
cases where genes are dispensed on a flat electrode, 
wherewith . uniform immobilization cannot be done when the 



surface of the flat electrode is uneven, immobilization 
is performed by inserting the pin electrodes into a 
solution containing the genes, so that certain volumes of 
genes can be immobilized evenly even when the surfaces of 
the pin electrodes are uneven. By being able to 
immobilize a certain volume of genes, precision and 
sensitivity are enhanced in quantitative analysis. 

Furthermore, with the present invention, there is no 
need for an operation to dispense the liquid containing 
the genes, simplifying the operation. 

With the present invention, after detection has been 
done by hybridization between sample DNA and probe genes 
immobilized to the pin electrodes, the sample DNA can be 
removed, and a different sample DNA can then be 
hybridized, allowing the chip to be used over and over. 
Alternatively, a process for removing the probe genes can 
be performed, and different probe genes are then 
immobilized to the pin electrodes, allowing the chip to 
be used repeatedly in different detection applications. 

The detecting chip in the present invention may also 
have a common electrode deployed so that it is a counter 
electrode to the pin electrodes but does not contact 
those pin electrodes. 

The detecting chip in the present invention may have 
a recess therein capable of accepting the pins and 
capable of being filled with sample DNA. 



It is also permissible for genes having different 
nucleotide sequences to be immobilized to the pin 
electrodes . 

A plurality of PGR products, oligonucleotides, mRNA, 
cDNA, PNA (peptidic nucleic acid), or LNA (locked nucleic 
acid) , having a different nucleotide sequence may also be 
immobilized to the pin electrodes. 

Another detecting chip relating to the present 
invention may have genes having the same nucleotide 
sequences immobilized respectively to the pin electrodes. 

PGR products, oligonucleotides, mRNA, cDNA, PNA 
(peptidic nucleic acid), or LNA (locked nucleic acid; 
Proglio, trademark of LLG) may also be immobilized to the 
pin electrodes. 

This detecting chip may be made so that it has a 
plurality of recesses capable of accepting the pin 
electrodes and of being filled with sample DNA, so that 
the plurality of recesses can be filled, respectively, 
with different sample DNA. 

The gene detecting chips described in the foregoing 
are useful for detecting base sequences in genes, single 
base substitution SNPs, plural base substitutions, point 
mutations, translocations, losses, amplifications, and 
triplet repeats, for example. 

The surfaces of the pin electrodes may be plated 
with gold. 



The surfaces of the pin electrodes may be partially 
coated with a resin. 

That resin may be a PEEK (polyether ether ketone) or 
PTFE (polytetraf luoroethylene) . 

The gene detecting chips described in the foregoing 
may be made so as to have a supporting member for 
supporting the pin electrodes, and to have the pin 
electrodes erected in that supporting member. 

Here, ^'erected" is meant that the pin electrodes are 
deployed with the supporting member at the foundation 
such that they protrude from the supporting member. 

The pin electrodes may be erected on the supporting 
member through spot electrodes . 

""Spot electrode'' is an electrode that is deployed on 
a spot on a supporting member. 

The gene detecting chips may be made so that they 
also have a supporting member for supporting the pin 
electrodes, with one end of [each of] the pin electrodes 
implanted in that supporting member. 

Here, Implanting" is meant that one end of a pin 
electrode is fit into a concavity provided in the 
supporting member, and the pin electrode is deployed so 
that it protrudes from the supporting member. 

The supporting member noted above may be a circuit 
board. 



The pin electrodes may be fixed onto the supporting 
member with the ends that contact or are implanted in the 
supporting member enclosed in an epoxy resin or PTFE. 

In the pin electrodes, genes may be immobilized only 
to the ends on the opposite end from the ends contacting 
or implanted on the supporting member, or, alternatively, 
genes may be immobilized to all of the pin electrodes. 

A provision may also be made so that, by 
implementing resin coating in prescribed locations on the 
surfaces of the pin electrodes, genes are fixed only to 
the parts that are exposed without being coated. 

The gene detecting chip may have a gap in the 
interior thereof, with the pin electrodes deployed on the 
supporting member so that they protrude into that gap, 
with a portion or the entirety of the common electrode 
exposed inside that gap. 

The chip may be provided with an injection port that 
communicates to the inside of the gap, so that sample 
genes and electrolyte and the like can be injected into 
and evacuated from the interior of that gap. 

The gene detecting chip may have a main body part 
and a frame part capable of coupling with that main body 
part, with the main body part having the pin electrodes 
on the inside surface thereof, and the frame part having 
a recess on the inner surface thereof capable of 
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accepting the pin electrodes and of being filled with 
sample DNA when coupled with the main body part. 

The main body part and the frame part may be freely 
attachable and detachable. 

For a configuration that couples the main body part 
and the frame part so that they are freely attachable and 
detachable, a known method may be suitably employed, such 
as a configuration wherein a convex part or parts are 
provided in one of either the main body part or frame 
part, a concave part or parts are provided in the other 
part, and those convex and concave parts are engaged. 
Another configuration is to fasten the two [members] with 
clips or clamps. Further configurations are to fit one to 
the other by sliding, or to draw both together by a 
magnet, etc . 

In order to resolve the problems noted earlier, the 
present invention provides a chip for detecting single 
base substitution SNPs and point mutations in genes 
having a main body part and a frame part that are 
mutually attachable and detachable, the main body part 
whereof has a plurality of pin electrodes that are 
measurement electrodes that are arranged and made to 
protrude in a matrix on the inner surface thereof, the 
frame part whereof has a recess in the inner surface 
thereof that can accept the plurality of pin electrodes 
and can be filled with sample DNA when the main body part 



is mounted, having a coiniaon electrode that is a counter 
electrode deployed in the recess so that it does not 
contact the pin electrodes, the pin electrodes have 
oligonucleotides or PGR products made up of different 
nucleotide sequences immobilized thereto, wherewith it is 
possible to have a voltage applied across the common 
electrode and the pin electrodes and to detect currents • 

Moreover, ^^matrix pattern" in the present invention, 
is meant to be a condition wherein multiple pin 
electrodes are deployed so that they protrude from a 
prescribed surface and so that they are mutually parallel- 

The pin electrodes may be plurally arranged in 
individual matrix patterns, such that, by inserting them, 
individually, into receptacles for accommodating 
oligonucleotides or PGR products consisting of different 
nucleotide sequences, the oligonucleotides or PGR 
products consisting of different nucleotide sequences are 
immobilized. 

The detecting chip may be for genetic diagnostics. 
By performing genetic diagnostics, it is possible to 
examine so as to determine whether or not the patient 
possess genes related to single gene diseases such as 
muscular dystrophy, hemophilia, or phenyl ketone urinary 
disease, etc., or to multiple factor genetic diseases as 
sugar diabetes, cancer, high blood pressure, myocardial 
infarction, and obesity, etc., to diagnose genes prior to 



the onset of disease, and to obtain decision-making 
materials for selecting suitable treatment methods and 
drugs . 

In order to resolve the problems noted earlier, the 
present invention moreover provides a gene detecting chip, 
and a gene detection apparatus having a measurement 
apparatus capable of having that detecting chip loaded 
therein and unloaded therefrom. 

In this detecting apparatus, a Peltier element may 
be used, as temperature control means, to make the 
temperature controllable . 

In order to resolve the problems noted earlier, the 
present invention still further provides a detection 
method that uses the gene detecting chip noted earlier, 
which is a detection method wherewith the interior of the 
recess is loaded with sample DNA or DNA that has been 
gene-amplified from sample DNA, hybridization is 
performed and a double-strand nucleic acid is formed, 
after which the remaining sample DNA or the DNA gene- 
amplified from sample DNA is removed from the recess and 
washed, after which the interior of the recess is filled 
with an electrolyte containing electrochemically active 
molecules, the electrochemically active molecules are 
bonded to the double-strand, a voltage is applied across 
the common electrode and the pin electrodes, and the 
values of the currents that flow are; detected. 



Alternatively, a detection method is provided that 
uses the gene detecting chip noted earlier, wherewith the 
interior of the recess is filled with sample DNA or DNA 
gene-amplified from sample DNA, together with electrolyte 
containing electrochemically active molecules, 
hybridization is performed and, while forming the double- 
strand, the electrochemically active molecules are bonded 
to the double-strand, a voltage is applied across the 
common electrode and the pin electrodes, and the values 
of the currents that flow are detected* 

It is thus possible to analyze a large volume of 
genes simultaneously, with extremely high precision and 
high sensitivity, in an extremely simple operation, by 
causing electrochemically active molecules to bond after 
hybridization, or, alternately, by performing 
hybridization in the presence of electrochemically active 
molecules, using the chip described earlier. 

In the detection method described earlier, a 
provision may be made so that the electrochemically 
active molecules are bonded to the double-strand while 
controlling the temperature. 

The electrolyte containing the electrochemically 
active molecule may be an electrolyte having ferrocene, 
catecholamine, metal bipyridine complex, metal 
phenanthrene complex, viologen, or a threading 
intercalator that has inducted those compounds as its 



effective component. The ferrocene threading 
intercalator is particularly desirable. 

For the electrolyte containing the electrocheraically 
active molecules, in addition to those [electrolytes] 
noted above, [those] having ethidium, ethidium bromide, 
acridine, aminoacridine, acridine orange, proflavine, 
ellipticine, actinomycin D, donomycin, mitomycin, 
tris (phenanthroline) zinc complex, tris (phenanthroline) 
ruthenium complex, tris (phenanthroline ) cobalt complex, 
di (phenanthroline) zinc complex, di (phenanthroline) 
rutheniiam complex, di (phenanthroline) cobalt complex, 
bipyridine platinum complex, terpyridine platin\ini complex, 
phenanthroline platinum complex, tris (pyridyl) cobalt 
complex, di (bipyridyl) zinc complex, di (bipyridyl) 
ruthenium complex, or di (bipyridyl) cobalt complex as the 
effective component are permissible. 



BRIEF DESCRIPTION OF THE DRAWINGS 



Fig. 1 is a diagonal view for describing the overall 
configuration of a gene detection apparatus relating to 
the present invention; 

Fig. 2 is a diagonal view for describing the overall 
configuration of a gene detecting chip relating to the 
present invention; 



Fig. 3(a) is the A— A section of [the chip diagrammed 
in] Fig. 2(c), Fig. 3(b) is an enlarged view of the main 
parts of [the chip diagrammed in] Fig. 3(a), and Fig. 
3(c) - 3(e) are diagrams of various configurations for 
deploying pin electrodes on a circuit board; 

Fig. 4 provides diagrams for describing the 
configuration of electrodes and interconnecting lines in 
a gene detection apparatus and detecting chip relating to 
the present invention; 

Fig. 5 provides a cross-sectional view and enlarged 
view of the main parts of the detecting chip diagraxmned 
in Fig. 2; 

Fig. 6 provides diagonal views for describing how a 
gene detecting chip relating to the present invention is 
used; 

Fig. 7 is [a graphical representation of] the 
experimental example 3 measurement results; and 

Fig. 8 is [a graphical representation of] the 
experimental example 4 measurement results. 



BEST MODE FOR CARRYING OUT THE INVENTION 



Aspects of the gene detection method, detection 
apparatus, and detecting chip relating to the present 
invention are described below with reference to the 
drawings . The drawings represent nothing more than one 
embodiment of the present invention, and [the invention] 
is not limited thereto or thereby. 

In Fig. 1, a gene detection apparatus 1 relating to 
the present invention is configured by a measurement 
apparatus 3 that has a detecting chip 2 and a loading 
slot 29 into which the detecting chip 2 can be plugged, 
that is capable of detecting and analyzing two-strand DNA 
produced by hybridization, and a personal computer 35. 

Fig. 2 is a diagram representing the configuration 
of the detecting chip 2. Fig. 2(a) provides an overall 
diagonal view of the detecting chip 2, which is formed in 
the shape of a card or cassette. As diagrammed in the 
exploded diagonal view given in Fig. 2(b), the detecting 
chip 2 is configured by a frame 4 formed of a ceramic or 
synthetic resin material or the like, and a main body 
part 5 mounted on the frame 4 so that it can be attached 
and detached. 

The configuration for coupling the main body unit 5 
to the frame 4 so that it can be freely attached and 
detached can be effected by, for example, forming a 
concavity and convexity that elastically mates together 
at the contacting surfaces, respectively, of the frame 4 



and main body unit 5. In this example, as diagrammed in 
Fig. 2(b), 2(c), 3(a), and 5(a), the attaching and 
detaching capability is effected by providing convex 
parts 6 and concave parts 7 in locations that avoid the 
pin electrode arrangement in the main body unit 5 and 
frame 4 . 

For the configuration for coupling the frame 4 and 
main body unit 5 together so that they can be freely 
attached and detached, a known method may be suitably 
adopted that fastens the two members together by clips or 
clamps, or causes them to be drawn together by a magnet, 
etc. 

A rectangular recess 8 is formed roughly in the 
middle of the frame 4. A seal 9 is deployed about the 
periphery of this recess 8. This recess 8 is capable of 
being filled by a solution (sample DNA, threading 
intercalator, washing solution, etc.), and is sealed by 
mounting the main body unit 5 to the frame 4, By 
removing the main body unit 5 from the frame 4, the 
solution inside the recess 8 can quickly be replaced or 
mixed, or [the interior of the recess 8] washed. 

On the other hand, in the main body unit 5 as shown 
in Fig. 2(c), in a region corresponding to the recess 8 
of the frame 4, many pin electrodes 10 are erected 
uniformly. The protruding length of these pin electrodes 
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10 is a length that is accommodated inside the recess 8 
when the main body unit 5 is mounted on the frame 4. 

Fig. 3(a) shows the A— A section of [the main body 
unit 5 diagrammed in] Fig. 2(c), which represents the 
configuration of the main body unit 5 and the condition 
wherein the pin electrodes 10 are erected. The main body 
unit 5 is configured with a circuit board 13 provided 
between the inner wall 11 and outer wall 12 thereof. The 
end of the circuit board 13 is exposed, and terminals 20 
for the pin electrodes and a terminal (designated by 27 
in Fig. 4) for the common electrode are provided in that 
exposed portion. And in the circuit board 13 circuitry 
inclusive of interconnecting lines is formed (indicated 
by 21, 22, and 23 in Fig. 4), etc. 

As diagrammed in Fig. 3(a) and 3(b), the pin 
electrodes 10 are configured so that they pass from the 
circuit board 13 through the inner wall 11 and protrude. 

The pin electrodes 10, as diagrammed in Fig. 3(c), 
may also be configured so that they pass from the outer 
wall 12 through the circuit board 13 and the inner wall 

11 and protrude. 

The pin electrodes 10, as diagrammed in Fig. 3(d), 
may also be configured so that, with the main body unit 5 
[configured so that] the circuit board 13 is deployed on 
a base 14, the pin electrodes 10 are erected on top 
thereof. 



Alternatively, as diagrammed in Fig. 3(e), many spot 
electrodes 15 may be vapor-deposited onto the circuit 
board 13 beforehand in order to form many spot electrodes 
15, and the pin electrodes 10 erected on those spot 
electrodes 15 such that they are in electrical contact 
therewith. 

As diagrammed in the enlarged view given thereof in 
Fig. 6(b), PGR product, SH-ized oligonucleotides 16 
wherein thiol (SH) groups have been introduced to the 5' 
end of the oligonucleotides, are immobilized to the 
surfaces of the pin electrodes 10. The PGR product is a 
double-strand DNA, but one of the strands wherewith an SH 
group has been introduced to the 5' end, have a length 
that includes 2 0 to 50 bases, and is immobilized onto the 
pin electrodes 10 through the thiol group introduced to 
the base end thereof. 

As diagrammed in Fig. '6(a), by inserting the pin 
electrodes 10 into receptacles 18 in a microplate 17 
having DNA receptacles 18 arranged in the same pitch as 
the pin electrodes 10, it is possible to simultaneously 
immobilize DNA of different types. The surfaces of the 
pin electrodes 10 are plated with gold, and the procedure 
for fixing the SH-ized oligonucleotides 16 through the SH 
group to the gold is commonly known. 

SH-gold bonding and preprocessing methods performed 
prior to immobilization of the oligonucleotides on the 



surfaces of the gold pin electrodes are described by C. D. 
Bain in J. Am. Chem. See. No, 111, pp 321 and following, 
1989, and by J. J, Gooding in Anal. Chem. No. 70, pp 2396 
and following, 1998. The removal of probe genes is 
performed by a method such as that described by C. D. 
Bain in J. Am. Chem. Soc. No. 111/ pp 321 and following, 
1989. 

The multiple pin electrodes 10 are deployed on the 
circuit board 13, and configured such that, electrically, 
they form part of the circuit board. Also, as diagrammed 
in Fig. 2(c), the terminals 20 and 27 are deployed in 
parallel in the forward end part of the main body unit 5. 

As diagrammed in Fig. 4(a), 3(a), and 3(b), the pin 
electrodes 10 are respectively connected to the 
interconnecting lines 21 on the circuit board, while the 
other ends of those interconnecting lines 21 are 
connected independently to the respective terminals 20. 

Fig. 4 diagrams a gene electrical detection circuit. 
As diagrammed in Fig. 4 (a) , the interconnecting lines 21 
for the pin electrodes 10 may be connected one by one, 
correspondingly, to the pin electrodes 10, respectively, 
and connected, respectively, to the terminals 20. 
However, the configuration may also be made such that, as 
diagrammed in Fig. 4(b), the pin electrodes 10 are 
connected individually to matrix interconnecting line 
leads 22 and 23 through FETs (field effect transistors) 



24 at the intersections of matrix interconnecting lines 
comprising multiple vertical and horizontal leads 22 and 
23, as in a matrix electrode such as an active matrix 
type TFT liquid crystal display device wherein switching 
elements comprising TFTs are provided. When the 
configuration is made in that way, the vertical and 
horizontal leads 22 and 23 are scanned, selected TFTs are 
turned on, and specific pin electrodes are electrically 
connected to the terminals. 

In this example, there is a common electrode 25 
diagrammed in Fig, 4. The common electrode indicated in 
Fig, 4 is simply represented in model form for the 
purpose of describing the circuit configuration and, in 
actuality, should be deployed in the recess 8. The 
common electrode 25, for example, is deployed, as 
diagrammed in Fig. 5(a), on a portion (such as the 
periphery, etc.), or on the entire surface, of the bottom 
surface of the recess 8, or, alternatively, on the inner 
circumferential side surface or the like near the bottom 
surface of the recess 8, as a counter electrode to the 
pin electrodes 10. Also, the common electrode 25 is 
deployed in a position where it does not contact the pin 
electrodes 10. The common electrode 25 is configured so 
that, when the main body unit 5 is mounted to the frame 4, 
contact is made with the terminal 2 6 for the common 
electrode of the main body unit 5, as diagrammed in the 



enlarged view in Fig. 5(b). The terminal 26 for this 
coimon electrode is connected via an interconnecting line 
28 to the terminal 27 for the common electrode. 

The configuration may also be such that values of 
the currents between the respective pin electrodes 10 and 
the common electrode 25 that is the counter electrode are 
measured with reference to a reference electrode (not 
shown) wired so as to make contact with an electrolyte 
solution (described subsequently) when that electrolyte 
solution is filled into the space inside the recess 8, so 
that accurate current values are obtained with each 
measurement . 

In the interior of the detecting chip loading slot 
(item 2 9 in Fig. 1) in the measurement apparatus, as 
diagrammed in Fig. 4(c), a circuit 30 is deployed for 
connecting the terminal 27 for the coinmon electrode and 
the terminals 20 for the pin electrodes, and applying 
voltages between the terminal 27 for the common electrode 
and the terminals 20 for the pin electrodes. 

The configuration is made such that, when a voltage 
E is applied across the terminal 27 for the common 
electrode and the terminals 2 0 for the pin electrodes, 
the currents that flow between the common electrode 25 
and the pin electrodes 10 can be detected and measured by 
a detector 31 deployed in the circuit 30. 



Furthermore, in order to selectively connect the 
terminals 20 of the pin electrodes 10, the measurement 
apparatus 3 is provided with receiving terminals 32 which 
are connected to the terminals 20 for the pin electrodes 
when the detecting chip 2 is plugged in through the 
loading slot 29, and with a scanning terminal 33 for 
selectively connecting the receiving terminals 32 to the 
circuit 30, 

The measurement data based on these detected 
currents are digitized by an A-D converter 34 connecting 
to the detector 31, and used as processing data by the 
personal computer 35 for analyzing and identifying and 
otherwise processing the sample DNA. 

Moreover, the measurement apparatus 3 is equipped 
with a temperature controller (not shown) having a 
Peltier element. The temperature conditions of the 
hybridization described subsequently can be controlled by 
this temperature controller. 

The operation of the detection apparatus 1 relating 
to the present invention and comprising the configuration 
described in the foregoing will now be described. In 
Fig. 6 (a) shows a microplate where on receptacles 18 are 
arranged in an array with the same pitch as the pin 
electrodes 10. Inside the receptacles 18 of this 
microplate 17, DNA of the same or different types are 
accommodated. 



As diagrammed in Fig. 6(a), the multiple pin 
electrodes 10 in the main body unit 5 of the detecting 
chip 2 are inserted respectively into the receptacles 18, 
Thus, as diagrammed in the partial enlarged view thereof 
in Fig- 6(b), DNA of the same or differing types can be 
immobilized on the pin electrodes 10, 

Meanwhile, sample DNA solution is injected to fill 
the interior of the recess 8 in the frame 4. Then, the 
main body unit 5 is mounted to the frame 4, engaging the 
convex parts and concave parts, so that the multiple pin 
electrodes 10 adorned by the DNA are inserted into the 
recess 8, Thereupon, the interior of the recess 8 is 
sealed by the seal 9, and the common electrode 25 makes 
contact with the terminal 2 6 for the common electrode of 
the main body unit 5. 

For the sample DNA, DNA extracted from biological 
material that has been processed with a DNA cleavage 
enzyme or ultrasonic process, or DNA amplified by PGR 
(polymerase chain reaction method) from specific genes i; 
used. These sample DNAs are denatured ahead of time by 
heat treatment immediately prior to hybridization. 

When the sample DNA (in a single strand state) is 
added to the PGR product or oligonucleotide DNA (in a 
single strand state) immobilized to the pin electrodes, 
hybridization is effected with the sample DNA and the 



oligonucleotide DNA or PGR product having mutually 
complementary base sequences. 

During this hybridization, the detecting chip 2 is 
plugged into the loading slot 2 9 and loaded into the 
measurement apparatus 3, and the temperature conditions 
of the hybridization are controlled by the temperature 
controller having the Peltier element provided inside the 
measurement apparatus 3. 

After this hybridization has been completed, the 
detecting chip 2 is pulled out of the measurement 
apparatus 3, and the main body unit 5 is removed from the 
frame 4. The sample DNA solution is removed from the 
interior of the recess 8, the interior of the recess 8 is 
flushed with washing liquid, and washing, which washes 
away the unhybridized sample DNA, is done. 

After this washing, the interior of the recess 8 is 
filled with an electrolyte solution containing 
electrochemically active molecules and the main body unit 
5 is mounted on the frame 4. The electrochemically 
active molecules exhibit the function of changing the 
resistance value and other electrical properties of the 
double-strand DNA produced by hybridization. This point 
is explained in detail in Japanese Patent Application 
Laid-open No. H9-288080/1997 (published). 

The detecting chip 2 on which such processing has 
been done is reloaded into the measurement apparatus 3, 



the terminal 27 for the common electrode and the 
terminals 20 for the pin electrodes of the detecting chip 
2 are connected to the receiving terminals 32 of the 
measurement apparatus, connected to a voltage circuit 30 
through a selector switch, and a weak voltage is applied 
across the common electrode 25 and the pin electrodes 10, 
whereupon a very weak current flows through the voltage 
circuit 30 and the common electrode 25 to the pin 
electrodes 10 connected to the double-strand DNA produced 
by hybridization. The temperature is controlled by the 
Peltier element mounted inside the measurement apparatus 
3, and current values are measured at different 
temperatures • 

In the measurement apparatus 3, as diagrammed in Fig. 
4{c), the scanning element 33 is switched relative to the 
terminals 20 for the pin electrodes and the receiving 
terminals 32 (It being possible to perform that switching 
either automatically or manually. Further description 
whereof is omitted here, however, because the 
configuration thereof is not important to this 
description) , whereby currents flow sequentially to the 
double-strand DNA after hybridization, which are detected 
by the detector 31. 

These detection results are converted to digital 
data by the A-D converter 34, and stored in a memory or 
the like as measurement data by the personal computer 35. 
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Sample DNA is identified and analyzed according to those 
measurement data. By comparing [those data] with various 
types of pre-stored DNA data and the like, for example, 
it is possible to analyze and identify sample DNA. 

Examples of experiments of a gene electrochemical 
detection apparatus relating to the present invention 
will now be described. 

(Experimental Example 1) 

An experimental example for the detection of a 
single-base substitution SNP in the 72nd codon of the 
gene p53 is represented. Oligonucleotides having base 
sequences corresponding to the two types of polymorphism 
(genetic polymorphism) were immobilized by spotting 
respectively to the pin electrodes 10. 

p53Pro (72nd codon whereof is Pro) 

p53Arg (72nd codon whereof is Arg) 

To this, DNA was taken from the peripheral blood of 
a healthy human wherein the 72nd codon of p53 is Pro and 
PGR amplified product, wherein the region containing 
codon 12 exists in the exon 4 of p53 from that DNA, was 
thermally denatured and then subjected to a hybridization 
reaction. The variation in the current value before and 
after hybridization at 470 mV (Ag/AgCl reference 
electrode standard) at 20 degrees Celsius in the 
measurement electrolyte solution ( 0 . IM AcOH-AcOK (pH 5.6), 
O.lMKCl, 0.05 mM NFc) was measured. 
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DNA taken from peripheral blood 

p53Pro current variation (%) 52% 

p53Arg current variation (%) 15% 

PGR Product 

p53Pro current variation (%) 65% 

pSSArg current variation (%) 13% 



Further, the DNA taken from the peripheral blood of 
a healthy human wherein the 72nd codon in p53 is Arg and 
the PGR amplified product, wherein the region containing 
codon 72 exists in the exon 4 of p53 from that DNA, was 
subjected similarly to hybridization. 
DNA taken from peripheral blood 

p53Pro current variation (%) 4 6% 

p53Arg current variation (%) 17% 
PGR Product 

p53Pro current variation {%) 53% 
p53Arg current variation (%) 11% 
These current variations exhibited clear differences 
in cases where the base sequences matched perfectly and 
in cases of mismatch. 

(Experimental Example 2) 

The measured current value differs depending on the 
number of base substitutions, and an experimental example 
is described that shows that the mismatch volume can be 
measured thereby. Seven types of oligonucleotides, 
namely dT20, dT10dAdT9, dT8dA4dT8, dAdT19, dA3dT17, 



dT19dA, and dT17dA3, were immobilized by spotting 
respectively to the pin electrodes 10. As the 
hybridization counterpart, dA2 0 was subjected to 
hybridization reaction. 

The variation in the current values before and after 
hybridization was measured at 470 mV (Ag/AgCl reference 
electrode standard) at 20 degrees Celsius in the 
measurement electrolyte solution ( 0 . IM AcOH-AcOK (pH 5.6), 
O.IM KCl, 0.05 mM NFc) . 

The measurement results are indicated in Table 1 

Table 1 

Current variation (%) 
Tm (degrees) 

The current variation in Table 1 is roughly 
dependent on the number of mismatched bases. In cases 
where mismatches exist in the end parts ^ in particular, 
variation larger than the Tm value was observed. With 
conventional SSCP, such systems could not be detected; 
they became clear for the first time with this procedure. 

(Experimental Example 3) 

An experimental example for the quantitative 
measurement of mRNA expression quantities is represented. 
That wherein a thiol group (HS) was introduced to the end 
of an oligonucleotide 5' of a unique sequence 40-mer 
existing on an LacZ gene on the E. coli lactose operon 
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and this oligonucleotide was immobilized respectively to 
the pin electrodes 10 (HS-ml: 60 fmol) . 

Also^ loRNA liquid extract from E. coli containing 
mKNA of a different expression levels was placed in (a) 
different well(s) on a titer plate- The previously 
prepared pin electrodes 10 were immersed into the wells 
of this titer plate, and a hybridization reaction was 
conducted under conditions of 2 x SSC, room temperature, 
and 1 hour. [For] this, the variation in the current 
value before and after hybridization at 470 mV (Ag/AgCl 
reference electrode standard) at 20 degrees in the 
measurement electrolyte solution {O.IM AcOH-AcOK (pH 5.6), 
O.IM KCl, 0,05 mM NFc) was measured. 

The measurement results obtained are indicated in 
Fig. 7. As may be seen from Fig. 7, the current 
variation Ai (%) increased linearly in conjunction with 
the increase in the mRNA quantity up to an mRNA quantity 
of 60 fmol. 

It is thus seen that, in this example, the mRNA 
expression amount can be quantitatively determined at the 
fmol level. 

(Experimental Example 4) 

An experimental example concerning gene detection is 
represented. A DNA probe (5'-HS- 

AAGGTTGATTACTGGAATGGGGACCTGTTA-3' ) for detecting genes in 



cytochrome C from African clawed frog (Xenopussp.) egg 
cells was fixed to the pin electrodes 10, respectively. 
Solutions containing the target gene (DNA complementary 
to probe oligonucleotide) of different DNA concentrations 
were placed in (a) different well(s) on the titer plate. 
The previously prepared pin electrodes 10 were immersed 
into the wells of this titer plate, and a hybridization 
reaction was conducted under conditions of 2 x SSC, room 
temperature, and for 1 hour. [For] this, the variation 
in the current value before and after hybridization at 
470 mV (Ag/AgCl reference electrode standard) at 20 
degrees in the measurement electrolyte solution (O.IM 
AcOH-AcOK (pH 5.6), O.IM KCl, 0.05 mM NFc) was measured. 

The measurement results obtained are indicated in 
Fig. 8. As may be seen from Fig. 8, from several tens to 
several hundreds of fmol of the target gene could be 
detected. On the other hand, almost no variation in 
current for the DNA sample not containing the cytochrome 
C was observed. 

The gene detection method, detection apparatus, and 
detecting chip relating to the present invention have 
been described in the foregoing in terms of examples 
thereof, but the present invention is not limited to or 
by those examples. Needless to say, there are various 
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embodiments within the scope of the technical provisions 
of the claims. 



INDUSTRTAL APPLICABILITY 

The gene detection method, detection apparatus, and 
detecting chip relating to the present invention, being 
configured as described in the foregoing, can detect and 
analyze genes with high sensitivity, at high speed and 
high volume, simply and conveniently- 

Thus the detection apparatus relating to the present 
invention that is capable of high-sensitivity, high- 
throughput (high speed, large volume) processing provides 
effective means for the correlative analysis of genes and 
expression phenotypes in the fields of biology and 
medicine. By analyzing drug metabolizing enzymes and 
specific genes such as cancer inhibitor genes using the 
detecting and analyzing apparatus for gene base sequences, 
single base substitution SNPs, plural base substitutions, 
point mutations, translocations, losses, amplifications, 
and triplet repeats. The invention can also be used in 
genetic diagnosis. 

With the detection apparatus relating to the present 
invention, for example, it is possible to effect high- 
sensitivity, high- throughput (high speed, large volume) 



processing, wherefore [that apparatus] can be used to 
good effect in collecting data relating to Japanese human 
genes, identifying genes connected with the onset of 
disease, and predicting and preventing future disease 
occurrence . 

Moreover, by diagnosing genes, [the invention] can 
be used to good effect in selecting suitable treatment 
methods and selecting drugs having few side effects. 

Furthermore, using the results of disease gene 
analysis, new drugs can be developed without repeating 
clinical experiments and the like. 

With the present invention, a detecting chip is 
configured of a main body part and a frame part that can 
be freely attached together and detached, and a recess, 
formed in the frame part that can be filled with sample 
DNA solution or the lilce. Therefore solutions of sample 
DNA and threading intercalator and the like can be loaded 
and extracted by extremely simple operations, and the 
interior of the recess can be easily washed with a 
washing liquid. 

With the present invention, as measurement poles in 
the detecting chip, pin electrodes are provided such that 
they are erected in a matrix arrangement inside the main 
body unit. Therefore, by inserting the pin electrodes 
into the receptacles of microplates accommodating 
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different DNA, DNA of different types can simultaneously 
be immobilized at one time. 
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CLAIMS 



1. A gene detecting chip having a plurality of pin 
electrodes that are measurement poles, characterized in 
that voltages are applied between said pin electrodes and 
a common electrode that is a counter electrode for said 
pin electrodes for enabling detection of currents, 

2. The gene detecting chip according to claim 1, 
further characterized by having a common electrode that 
is a counter electrode for said pin electrodes deployed 
so as not to contact said pin electrodes. 

3. The gene detecting chip according to claims 1 
or 2, further characterized by having a recess capable of 
accommodating said pin electrodes and capable of being 
filled with sample DNA. 

4. The gene detecting chip according to any one of 
claims 1 to 3, characterized in that genes having 
different nucleotide sequences are immobilized to said 
pin electrodes, respectively. 

5. The gene detecting chip according to any one of 
claims 1 to 3, characterized by in that a plurality of 
PGR products, oligonucleotides, mRNA, cDNA, PNA (peptidic 
nucleic acid) , or LNA (locked nucleic acid; Proligo, a 
trademark of LLC) , having different nucleotide sequences 
is immobilized to said pin electrodes. 



6. The gene detecting chip according to any one of 
claims 1 to 3, characterized in that genes having the 
same nucleotide sequence are immobilized to said pin 
electrodes, respectively. 

7. The gene detecting chip according to one of 
claims 1 to 3, characterized in that PGR products, 
oligonucleotides, mRNA, cDNA, PNA (peptidic nucleic acid) , 
or LNA (locked nucleic acid; Proligo, a trademark of LLC) , 
having the same nucleotide sequence are immobilized to 
said pin electrodes- 

8. The gene detecting chip according to claims 6 
or 7, further characterized by having a plurality of 
recesses capable of accepting said pin electrodes and 
capable of being filled with sample DNA, so that said 
plurality of recesses can be filled with different sample 
DNAs, respectively. 

9. The gene detecting chip according to any one of 
claims 1 to 8, for detecting gene base sequences, one 
base substituted SNPs, substitution of several bases, 
point mutations, translocations, losses, amplifications, 
or triplet repeats. 

10. The gene detecting chip according to any one of 
claims 1 to 9, characterized in that the surfaces of said 
pin electrodes are plated with gold. 
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11. The gene detecting chip according to any one of 
claims 1 to 10 characterized in that the surfaces of said 
pin electrodes are partially coated with a resin. 

12. The gene detecting chip according to claim 11, 
characterized in that said resin is PEEK or PTFE. 

13. The gene detecting chip according to any one of 
claims 1 to 12, characterized in that a supporting member 
is further provided for supporting said pin electrodes, 
and said pin electrodes are erected on said supporting 
member. 

14. The gene detecting chip according to claim 13, 
characterized in that said pin electrodes are erected on 
said supporting member with spot electrodes interposed 
therebetween. 

15. The gene detecting chip according to any one of 
claims 1 to 12, characterized in that a supporting member 
is further provided for supporting said pin electrodes, 
and one end [of each] of said pin electrodes is implanted 
on said supporting member. 

16. The gene detecting chip according to any one of 
claims 13 to 15, wherein said supporting member is a 
circuit board. 

17. The gene detecting chip according to any one of 
claims 13 to 16, characterized in that the ends of said 
pin electrodes, that are in contact with or implanted on 
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said supporting member, are enclosed by an epoxy resin or 
PTFE and thereby secured on said supporting member, 

18. The gene detecting chip according to any one of 
claims 13 to 17, characterized in that genes are 
immobilized only to ends of said pin electrodes that are 
not the ends in contact with or implanted on said 
supporting member. 

19. The gene detecting chip according to any one of 
claims 1 to 18, characterized in that genes are fixed 
over the entirety of said pin electrodes. 

20. The gene detecting chip according to any one of 
claims 13 to 19, having a gap inside thereof, 
characterized in that: 

said pin electrodes are deployed on said supporting 
member so as to protrude into said gap; and 

a portion or entirety of said common electrode is 
exposed into said gap. 

21. The gene detecting chip according to any one of 
claims 1 to 20, having a main body part and a frame part 
that can be coupled with said main body part, 
characterized in that; 

said main body part has said pin electrodes on the 
inner surface thereof; and 

said frame part has a recess on the inner surface 
thereof that, when [said frame part] is coupled with said 



main body part, is able to accept said pin electrodes and 
is able to be filled with sample DNA* 

22. The gene detecting chip according to claim 21, 
wherein said main body part and said frame part are 
freely attachable to and detachable from each other, 

23. A detecting chip for detecting one base 
substituted SNP and spot mutation in genes, having a main 
body part and a frame part that are freely attachable to 
and detachable from each other, characterized in that: 

said main body part has a multiplicity of pin 
electrodes that are protruding measurement poles arranged 
in a matrix on the inner surface thereof; 

said frame part has a recess on the inner 
surface thereof, that is capable of accepting said 
multiplicity of pin electrodes when said main body part 
is mounted [thereto] and capable of being filled with 
sample DNA; 

a common electrode, that is a counter electrode 
deployed so as not to contact said pin electrodes, is 
provided in said recess; 

PGR products or oligonucleotides having 
different nucleotide sequences are immobilized to said 
pin electrodes; and 

voltages are applied between said common 
electrode and said pin electrodes so as to enable 
detection of currents. 
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24. The gene detecting chip according to claim 23, 
characterized in that said pin electrodes are arranged in 
a multiplicity in matrices, and, by inserting the pin 
electrodes into each of receptacles accommodating PGR 
products or oligonucleotides having different nucleotide 
sequences, said PGR products or oligonucleotides having 
different nucleotide sequences are immobilized [thereto] . 

25. The gene detecting chip according to any one of 
claims 1 to 24, which is for gene diagnostic use. 

26. A gene detection apparatus comprising the gene 
detecting chip described in any one of claims 1 to 25, 
and a measurement apparatus which said detecting chip can 
be loaded into and removed from. 

27. The gene detection apparatus according to claim 
26, characterized in that temperature of said gene 
detecting chip can be controlled using a Peltier element. 

28. A detection method using the gene detecting 
chip described in any one of claims 1 to 25 is used, 
characterized in that: 

said recess is filled with sample DNA or DNA 
gene-amplified from said sample DNA; 

hybridization is performed to form a double- 
strand nucleid acid; 

after said sample DNA or said DNA gene- 
amplified from said sample DNA is removed from said 
recess and washed, said recess is filled with an 



electrolyte containing electrochemically active molecules 
and said electrochemically active molecules are bonded to 
said double-strand; and 

voltages are applied between said common 
electrode and said pin electrodes and values of currents 
flowing [therebetween] are detected. 

29. A detection method using the gene detecting 
chip described in any one of claims 1 to 25, 
characterized in that: 

said recess is filled with sample DNA or DNA 
gene-amplified from said sample DNA and electrolyte 
containing electrochemically active molecules, and 
hybridization is performed to form double-strand nucleic 
acid, while said electrochemically active molecules are 
bonded to said double-strand; and 

voltages are applied between said common 
electrode and said pin electrodes and values of currents 
flowing [therebetween] are detected. 

30. The detection method according to claim 28 or 
29, characterized in that said electrochemically active 
molecules are bonded to said double-strand while 
controlling temperature. 

31. The detection method according to any one of 
claims 28 to 30, characterized in that said electrolyte 
containing said electrochemically active molecules has as 
its effective component, ferrocene, catecholamine, metal 



bipyridine complex, metal phenanthrene complex, viologen, 
or a threading intercalator in which those compounds are 
incorporated, 

32 . A gene diagnostic method wherein the gene 
detecting chip described in any one of claims 1 to 24 is 
used. 
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COS^^-b^—^CDM-^) *J b < ttft?0^Oftl5l^B^#T*$) ^ t. listed below) of the subject matter which is claimed and for which a 

^$'&<D^m^ib^WM(Dm^) IS e T ^ ~r o patent is sought on the invention entitled 

1 r.V.KV. DETT^nTTNa OHTP, DT^TKCT TON APPARATUS. AND 



m " 



m^^TECTTON METHOD 



the specification of which is attached hereto unless the following box is 
checked: 



i 2001 ^6 20 B ^CjfHj^tls TltattilP.S^S^feJi^tW' S was filed on June 20. 200 1 as United States Apphcation Number 
^^^^[gi^^p,ljg^^» n9/8fi8,576 h (^^^^S^) orPCT International Apphcation Number 00/863 ■ 57 6 



and was amended on_ 



(if applicable) 



^hlt^ ^^f^W^IEia^^t?±f3fTIE^t^0^fl3S4t^S^ I hereby state I have reviewed and understand the contents of the 

|l]p^|^^SPbTV^i)Cli:^^^^-S0>Sl/^To above identified specification, including the claims, as amended by 

any amendment referred to above. 



^Kli. SI 3 7 M^^MM^^^ 1^56 ^iZ^^^tl^t I acknowledge the duty to disclose information which is material to 
?} ^ #|^S^&(>Dfl'^^-'::>V^Tfi:^**CI*^^tOtf $6^IB^ patentabiUty as defined in Title 37, Code of Federal Regulations, 

ir^mBt^^ ^^t mi^t-to § 1.56. 
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1^3 SliTl^afeAl 1 9¥t^1>^<>^TiS©^H*^^ I hereby daim foreign priority under Title 35, United states §U9of 

?i$tt/^#fFt L< f^^l?^I^E(^fflIi^^:-oV^TO^laiK5fe^t aiiyfore^£5)pfication(s) for patent or inventor's certificate Lb^ 

^ ^ ^ l^^M^^ b h ^ ^fe^i §r^^ LljiiC)tu have also identified below any foreign application for r patent or inventors 

tii$tlfc#fp^fcf3^g^#liE<0^1-|lffiSS:WTl-^UTV^:^ certificatehavingafi31ingdatebeforetbatofthe^pU(^tiononwhichpriority 

"f~o isdaimed. 



11-29891 7 
(Number) 



Ja p a n 



20avOcfeober/1999 



(Country) 
O^) 



(Day/lMonthyYear Pilec?) 



ffl (Number) 



mm 



(Country) 

(IS^) 



(Day/Month/Year Filed) 



^5 



(Number) 
(#^) 



(Country) 



W^<^#tS:^®|SiOi^^;e»5iii^^;i^3 SS^SSAl 12* 



_ B □ 

Yes No 

_ □ □ 

Yes No 

_ □ □ 

Yes No 



I hereby daim the benefit under Title 35, United States Code, § 120 of any 
United States app]ication(s) listed below and, inso&ir as the subject matter of 
each of the daims of tins application is not disdosed in the prior United States 
application in the manner provided hy the first paragr^h of Utie 35, United 
States Code, § 112, 1 acknowledge the duty to disdose information whidi is 
material to patentahiKty as defined in Title 37, Code of Federal Regulations, § 
1.56 which became available between the filing date of the prior 
application and the national or PCT international filing date of this 
application. 



(Day/Month/Year B^ed) 



(Application Serial No) (Filing Date) (^^) (Status) 

(ffiUS^) (tUSH) (#fFW^^^. m^m,^. mmm^) (Patented, Pending, 

Abandoned) 



(Status) 



(AppUcation Ser^^^ No) (FilingDate) mn^'^m^. #.M^. mmm^) (Patented, Pending, 



(ttili#^) (tUJRB) 



Abandoned) 



%LJ(X^'^^<0^1, g :^<7)^^\Z. t> i O < X^^^Kl^T'fc *9 -i^Jherdc^y declare that all statements made herein of my ovm know 
^ft&;^)^?>^V^;(t'[f$g^0^^fi>^5ffC^^^5SrSti~'5^§^^^^^ ^ statements made on information and belief are believed to be true ; 
^-^^||-^^^ 'Si^irfgCTV^'S^^ [^Sfe^i^^i $ further that these statements were made with the knowledge that wiMil 

f^:^ ^ "fc L- ^^'^ <D^^\Z. i ^ ^ ^ or both, under Section 1001 of Title 18 of the United States Code and that such 

^f^^<D X ^ ^t^M<^^i&\^ X ^ M^Mi^^ h^t tb^^ willful felse statements may jeopardize the validity of the ^plication or any 
}tW^'^^H±mW^O^PJimmts:t>H^ h Sr^^(7)±^^_bPatent issued thereon. 
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Si^M : TB(O^^M^t LT. POWER OF ATTORNEY: As a named inventor, I hereby 

^^MffL. f^ffi^f^MiS^5#fFS#Jri:C0— appoint the following attorney(s) and/or agent(s) to 

WOW^l^^^Wi^fc^^ U.T^O^W^R'O^ prosecute this application and transact all business in 

tcW ftSA^^ iX the Patent and Trademark Office connected therewith 

MXO&:^RH^U-^'^^^Mn^<0 Z t ) {list name and registration numbed) 



As listed on the attached sheet 



m 



#^S#7fe Send Correspondence to: 

U.S. FTP Customer Number 26853 
COVINGTON & BURLING 
1201 Pennsylvania Avenue, N.W. 
Washington, D.C. 20004-2401 
FACSIMILE : (202)662-6291: Direct Telephone CaUs to: (202)662-6000 



Direct Telephone CeiDs to: (name and te^ephomnambei) 





ZlS'uIl name of sole or first inventor Shi g^eori TAKENAKA 




/'Kiventor's signature d»feft"r> r> n 

^iC^ 7X^*-^*-^ FEB. 2 8. 




Residence 4-23-21, T^ainosato, Koga-shi, Fukuoka 811- 
3114, Japan XfT^K 


mm 


Citizenship 
Japan 




Post Office Address 
(same as residence) 








Full name of second joint inventor, if any 
Kazuhiko UCHIDA 




Second inventor's signature ^ daLa--2 ^ ^ 




Kesid^ioe 5-16-527-201, Matsj;k^o, Tsukuba-shi, 
^Ibaraki 305-0035, Japan TyP^ 


mm 


Citizenship 
Japan 




Post Office Address 
(same as residence) 







2002 



2002 



m^^^<D^Wm^^\^'-^\^X%mm<r>^mmm^^m^^^ similar information and signature for third and 
<0^h) subsequent joint inventors) 
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Full name of tbirdinventor 
Takatoshi MIYiiHAKA 



Third inventor^s signatxire' 




Lte 



FEB. 2 8. 200: 



m 



Residence 19-15, Takahaina S- cKome , ' Mihama-ku, 
Chiba-sbi>^^iba ^6 1-0003, Japan 3T^K^ 



CitizensMp 
Japan 



Post Of&ce Address 
(same as residence) 
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For Patent Application 

Paul J. Herman, Reg. N o. 36.744 Andrea G. Reister, Reg. No^36.: 

Jeannie M. Perron, Reg. N o. 31,180 Grady L. White, Reg. 'No^JQ.SlIA. 

Henry P. Ting, Reg. No . 46,278 Scott B. Markow, Reg. No. 46.899 

David P. Ruschke, Reg. N o,. 40,151 _ Joseph E. Topmiller, Reg. N o. 50.580 
Anthony S. Yoo, Reg. No. 45^540 
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